Diverse cytoplasmic and nuclear proteins dynamically change their molecular functions by O-linked β-N-acetylglucosamine (O-GlcNAc) modification on serine and/or threonine residues.
GlcNAc moiety tends to be released from the modified peptide in collision-induced dissociation (CID) in mass-spectrometric analysis (Chalkley et al., 2001) , which limits evaluation of the O-GlcNAcylation level of a specific protein by using this method. Hence, the development of novel methods for quantitative analysis of protein O-GlcNAcylation remains an important challenge.
To overcome this drawback, we have established a novel technique for the separation of cellular O-GlcNAcylated proteins by incorporating wheat germ agglutinin (WGA), a lectin from Triticum vulgaris, into an electrophoretic gel (Aub et al., 1965) . WGA has multiple GlcNAc-binding sites (Wright, 1987 and 1992) , and the dimerized form of this protein is highly resistant to protein denaturing conditions including acidic environments, chaotropic agents, and high temperature (Rodríguez-Romero et al., 1989; Chavelas et al., 2004) . In addition, WGA has been used as an effective tool for the analysis and Note: We usually wash the beads by inverting tubes.
